To determine risk factors for a TB paradoxical reaction, and specifically to assess for an independent association with vitamin D use. D E S I G N : Consecutive human immunodeficiency virus (HIV) negative adult patients treated for extra-pulmonary TB were identified from an Extended Surveillance of Mycobacterial Infections database. In our setting, vitamin D was variably prescribed for newly diagnosed TB patients. A previously published definition of paradoxical TB reaction was retrospectively applied to, and data on all previously described risk factors were extracted from, centralised electronic patient records.
The association with vitamin D use was assessed using multivariate logistic regression. R E S U LT S : Of the 249 patients included, most had TB adenopathy; 222/249 had microbiologically and/or histologically confirmed TB. Vitamin D was prescribed for 57/249 (23%) patients; 37/249 (15%) were classified as having paradoxical reactions. Younger age, acidfast bacilli-positive invasive samples, multiple disease sites, lower lymphocyte count and vitamin D use were found to be independent risk factors.
C O N C L U S I O N :
We speculate that vitamin D-mediated signalling of pro-inflammatory innate immune cells, along with high antigenic load, may mediate paradoxical reactions in anti-tuberculosis treatment. K E Y W O R D S : host-directed therapy; innate immunity; host-pathogen interaction; inflammation WORSENING OF TUBERCULOSIS (TB) disease despite receipt of effective anti-tuberculosis treatment is referred to as a 'paradoxical upgrading reaction' (PUR). A PUR is a clinical diagnosis based on worsening of an existing TB lesion or development of newly apparent TB lesions, which are typically culture-negative and not associated with treatment failure. [1] [2] [3] [4] [5] [6] [7] PURs are most frequently diagnosed at extra-pulmonary sites, where they can cause significant morbidity. In addition, imaging modalities such as positron emission tomography-computed tomography reveal that most pulmonary TB (PTB) patients have new lesions or lesions with increased metabolic activity after 6 months of anti-tuberculosis treatment despite sputum culture conversion. 8 Similar rates of new, subclinical lesions are seen on serial magnetic resonance imaging of the brains of patients after receipt of treatment for central nervous system TB. 9 Rather than being an unusual event, PURs may be an underappreciated central feature of the interaction between Mycobacterium tuberculosis, host immunity and antimicrobial treatment.
Historically, PURs have been thought to be analogous to 'upgrading reactions' in leprosy. 10 More recently, TB PUR in the context of human immunodeficiency virus (HIV) associated immune reconstitution inflammatory syndrome (TB-IRIS) has been described. Pathogenesis of antiretroviral treatmentassociated IRIS is increasingly understood to involve innate immune mediators, including Toll-like receptor (TLR) signalling. 11 How a PUR might develop in the absence of overt reversal of immune suppression as observed in HIVassociated IRIS is not clear. A small number of studies have indicated extra-pulmonary TB (EPTB), baseline lymphopaenia and increased peripheral lymphocyte reconstitution to be risk factors in non-HIV-infected TB patients. 12, 13 Vitamin D is a known immune modulator in TB infection, 14 and vitamin D deficiency has been associated with PURs in some case reports. 13 No studies have assessed vitamin D supplementation as a modulator of PUR risk. A randomised control trial of high-dose vitamin D supplementation during the intensive phase of PTB treatment reported a PUR in 2/71 in the intervention group and 0/70 in the placebo group-a nonsignificant difference. 15 However, that study had 56 days of follow-up (less than the median time to a PUR in most studies) and was not powered to detect PUR outcomes. A potential association between use of vitamin D and PURs is therefore a pressing but open question. 16 Prescription of vitamin D is increasingly common practice in TB clinics in our setting. This gave us an opportunity to carry out a retrospective cohort study to examine the effect of vitamin D use on the risk of symptomatic PURs in patients treated for EPTB.
METHODS
Patients treated for EPTB at four hospitals collectively responsible for .95% of TB management in the Greater Glasgow and Clyde area of Scotland were included in a retrospective cohort. In this setting, vitamin D was prescribed ad hoc such that patients received vitamin D at the discretion of individual treating clinicians. Included were all consecutive patients who: 1) were aged 718 years; 2) had standard therapy for confirmed EPTB (culturepositive or positive acid-fast bacilli [AFB] histology or smear) or probable EPTB (clinical, histological or radiological evidence of TB with response to antituberculosis treatment); and 3) were HIV-negative. Patients already prescribed vitamin D before the diagnosis of TB, and those with ,3 months of recorded follow-up, were excluded.
Patients were identified from an Extended Surveillance of Mycobacterial Infections database to which all TB cases in Glasgow are notified. Demographic and clinical data were obtained from centralised electronic patient records and patient folders as necessary. Independent variables collected included all previously published risk factors for a PUR, and any prescription of a vitamin D supplement during TB treatment as a binary variable (for variable definitions and prior literature review, see the Appendix).* This retrospective review of routinely collected data was exempted from formal ethics review.
A published definition of a PUR 1 ('worsening of 
RESULTS

Description of cohort
Of 260 patients included, 249 were assessed; 11 were excluded due to evidence of vitamin D prescription before a TB diagnosis (n ¼ 5) or due to ,3 months of recorded follow-up (n ¼ 6). Basic demographic and clinical descriptors are shown in Table 1 . Most patients were of South Asian ethnicity; lymph nodes were the most common site of disease. Invasive diagnostic sampling (e.g., biopsy or aspiration) was attempted in 230 patients (92%): 153/230 (67%) were M. tuberculosis culture-positive; 69/230 (30%) were culture-negative but AFB-positive or had histological features in keeping with TB disease.
Of the 93 patients (37%) who had a baseline serum level of 25-hydroxycholecalciferol checked, 45/93 (48%) had levels below the limit of detection for the assay (,7 nmol/l, range ,7 to 114 nmol/l). Vitamin D was prescribed for 57 patients (23%), not necessarily according to baseline status, because not all patients prescribed vitamin D had a baseline level checked. For 52 (91%) of these patients, a dose equivalent to 6800 international units (IU) of colecalciferol per day was used, and 5/57 (9%) received a one-off dose of 300 000 IU, followed by 20 000 IU monthly. Prescription of vitamin D differed according to patient ethnicity, the clinic at which TB was being treated, and by the baseline level of vitamin D, although vitamin D deficiency was also prevalent among patients not prescribed vitamin D (Table 1) .
Thirty-seven patients (15%) were classified as having a PUR. Inter-rater agreement was high for the two primary assessors (Cohen's j 0.84; 95% confidence interval [CI] 0.74-0.94). The time of the first PUR after starting anti-tuberculosis treatment had a positively skewed distribution (median 52 [range 10-500] days). Corticosteroid treatment was prescribed for 14/37 (38%) patients after a PUR; 5/37 (14%) had percutaneous drainage; 12/37 required no specific treatment; and one patient had surgical intervention for constrictive pericarditis associated with a PUR.
Of 249 patients, 241 (97%) had a recorded outcome available at the end of the treatment: 239/ 241 (99%) were recorded as 'clinically cured', the remaining two died on treatment (neither thought to be related to a PUR). A median post-treatment follow-up of 12 months was recorded; 3/239 (1%) patients had recorded recurrent/relapsed TB at respectively 2, 4 and 24 months after the end of treatment. Univariate associations with a paradoxical upgrading reaction Variables associated with a PUR on univariate testing were lower age, the clinic site where treatment was given, lower lymphocyte count, having an AFBpositive diagnostic sample at baseline, having more than one site of TB disease at baseline and being prescribed vitamin D during anti-tuberculosis treatment (Table 2) .
Multivariate associations with a paradoxical upgrading reaction Although ethnicity was not significantly associated with a PUR (P ¼ 0.374), it was considered to be a potential confounder because prescribing of vitamin D was influenced by patient ethnicity (Table 1 , P ¼ 0.039). The association between prescription of vitamin D and a PUR was adjusted for ethnicity in a logistic regression model, and remained significant, with an odds ratio (OR) of 3.35 (95%CI 1.59-7.06, P ¼ 0. 001; see Appendix ht tp: //rpubs.com / davidadambarr/EPTB-PUR-VitD). When the ethnicity variable was collapsed into three categories-white European, African, Asian (including Middle Eastern, South East Asian and South Asian) due to low frequencies in some of the pre-specified ethnic categories-prescription of vitamin D was associated with a higher rate of PUR in each grouping ( Figure A) . The clinic site was also considered an important potential confounder because clinics had different rates of vitamin D prescribing and different rates of observed PURs. Clinic C was found to be an outlier with much lower rates of vitamin D prescribing and PUR than the other sites. Only 11/53 (21%) of patients at clinic C were prescribed vitamin D, and none had an observed PUR ( Figure B ). This 'zero frequency cell' in a contingency table of a PUR by clinic site and vitamin D prescription meant that clinic site could not be included in a full multivariate model. Instead, an exact logistic regression model 17 was performed to adjust vitamin D prescription for clinic site. In this model, vitamin D prescription remained significant, with an OR of 3.70 (95%CI 1.54-13.23, P , 0.001; see Appendix http://rpubs. com/davidadambarr/EPTB-PUR-VitD). In addition, each patient prescribed vitamin D was matched with a control using a propensity score for vitamin D prescription based on all the variables associated with vitamin D prescription and a PUR (clinic site, age and ethnicity). In this analysis, patients prescribed vitamin Finally, to create a multivariate model, all variables found to be significant on univariate testing except the clinic site were used. Ethnicity was also included as a potential confounder. In this 'full' model, younger age, an AFB-positive diagnostic sample, lymphocyte count and vitamin D prescription had largely unchanged OR estimates (Table 3) . A more parsimonious model with variables deselected stepwise based on the Akaike Information Criterion was found to have equivalent fit and predictive performance. This model retained age, AFB status of the diagnostic sample, lymphocyte count, multiple sites of TB disease at baseline and vitamin D prescription as important independent variables (Table 3) .
DISCUSSION
This is the first cohort study to examine the relationship between use of vitamin D and the risk of a PUR. We found a significant independent increased risk of a PUR to be associated with younger age, AFB positivity of the diagnostic sample, lymphopaenia, multiple sites of TB disease and receipt of vitamin D supplementation at baseline.
Younger age 2, 4, [18] [19] [20] and lower lymphocyte count 5, 19, 21, 22 at the time of the TB diagnosis have been identified as risk factors for a PUR in previous cohort studies, and are mechanistically plausible mediators of the host immune response in a PUR. We also found having an AFB-positive diagnostic sample and multiple sites of TB disease at diagnosis to be risk factors for a PUR. Patients in this cohort were extensively investigated-92% underwent invasive sampling to attempt a microbiological or histological diagnosis before treatment-thereby reducing the risk of bias in these estimates. Several studies have found more extensive disease at baseline to be a risk factor, 3, 18, 22 and a trend towards higher PUR in AFB-positive cases has also been described. 1 More extensive disease and AFB-positive diagnostic sample variables suggest that a higher baseline antigen load is related to PUR development.
The active metabolite, 1a,25-dihydoxy vitamin D (1a,25(OH)2D3), supports an innate pro-inflammatory TLR-associated macrophage response in vitro, a response necessary for effective intracellular mycobacterial killing. 23 Pre-treatment of monocytes with 1a,25(OH)2D3 induces cellular maturation and increased production of the innate cytokine tumour necrosis factor following lipopolysaccharide stimulation via TLR4 signalling. 24 Mycobacterial stimulation of TLR1/2 on monocytes also leads to enhanced expression of the vitamin D receptor and 1a-hydroxylase CYP27B1 and, in the presence of sufficient vitamin D, leads the antimicrobial activity via cathelicidin production. 23 Enhancement of TLR signalling by supplementation with vitamin D in a patient with deficiency of vitamin D could therefore plausibly cause an upgraded innate immune response analogous to that seen in TB-IRIS. † Vitamin D supplement prescribed during anti-tuberculosis treatment.
Paradoxical reactions and vitamin D in EPTB
Conversely, the effects of vitamin D on the adaptive immune system are thought to be anti-inflammatory, driving FoxP3 and CTLA4 expression, markers of regulatory T (Treg) cells and promoting type 2 T helper (Th2) cells, and blocking production of proinflammatory cytokines interleukin (IL) 2, IL-17 IL-21 and interferon-gamma. 25, 26 However, these observations vary according to the timing of treatment, the differentiation status of the vitamin D-treated cells and the presence of microbial products during treatment. Naïve CD4 þ T-cells treated with active vitamin D suppress IL-4 production (the hallmark of Th2 cells), whereas co-treatment of CD4 þ and CD8 þ T cells with 1a,25(OH)2D3 and IL-4 induces IL-6 production. 26, 27 Thus, vitamin D supplementation, depending on immune status and degree of antigen load, 28 might just as much uncover or exacerbate pathological immune imbalances specific to some TB-susceptible hosts as it may prevent or resolve them. We speculate that supplementation of at-risk patients with high antigen load may lead to exacerbation of the innate TLR-mediated response, leading to exacerbated innate cytokine signalling similar to that observed in TB-IRIS. This response is also analogous to a reversal reaction in leprosy (progression from lepromatous to tuberculoid leprosy), and is associated with a switch in the inflammatory balance from phagocytic to vitamin D-mediated antimicrobial macrophage function and clearance of mycobacteria. 29 A reversal reaction is also associated with increased FoxP3 staining in lesions, 30 consistent with the role of vitamin D in Treg differentiation, as well as influx of Th1 cells. 31 The activation of the innate response by vitamin D primarily induces antimicrobial responses; a PUR could be associated with improved clearance of bacteria, but at the cost of increased inflammatory disease. This hypothesis suggests that the role of hostdirected therapies (HDTs) such as vitamin D should be defined according to the specific clinical problem they are intended to solve, and that their effects may differ across the spectrum of TB disease and host response. Reassuringly, and as shown previously, a PUR was not associated with a high risk of serious adverse outcomes in our cohort, but did cause significant morbidity for some patients. Microbiological failure rates in EPTB cannot be routinely determined, but failures in clinical treatment or relapses in our low HIV, low multidrug-resistant TB setting were ,2%. To gain maximum utility from future HDTs, knowing which patients can benefit from enhanced bactericidal activity and which could benefit from anti-inflammatory therapy is necessary.
Weaknesses of this study stem from its retrospective design. The definition of a PUR had to be applied retrospectively due to differences between treating clinicians in how formally these cases were diagnosed. Inter-rater agreement was, however, strong despite this limitation. The four clinic sites used in this study had markedly different patient characteristics. However, as the clinic site could not be included in the final multivariate modelling due to the low frequency of events and vitamin D prescription at one clinic, this potential confounding could not be addressed fully. Finally, too few patients had serial serum levels of vitamin D checked to allow direct analyses of dose-concentration and PURresponse relationships, which would have provided a more robust test of a causal relationship between vitamin D and PURs, as would the measurement of vitamin D-associated inflammatory markers.
CONCLUSIONS
The PUR phenomenon is further evidence that, despite our current standardised approach to treatment, TB disease exists in a spectrum of host- ii The International Journal of Tuberculosis and Lung Disease 
R E S U M E N M A R C O D E R E F E R E N C I A: La ciudad de Glasgow en Escocia, en el Reino Unido. O B J E T I V O S:
La reacción paradójica al tratamiento antituberculoso representa un claro ejemplo de la deficiencia de los conocimientos sobre las interacciones entre el agente patógeno y el hospedero durante el tratamiento de la tuberculosis (TB). El estudio buscó determinar los factores de riesgo de aparición de la reacción paradójica y examinar de manera específica una asociación con la administración de vitamina D. M É T O D O: Se escogieron de la base de datos de la vigilancia ampliada de las infecciones por micobacterias los pacientes adultos consecutivos, negativos frente al virus de la inmunodeficiencia humana (VIH), tratados por TB extrapulmonar. En este entorno se receta de manera variable la vitamina D a los pacientes con diagnóstico reciente de TB. Se utilizó la definición de reacción paradójica al tratamiento antituberculoso publicada en un artículo anterior y se extrajeron de las historias clínicas informá ticas centralizadas los datos relacionados con todos los factores de riesgo conocidos. Mediante un aná lisis de regresión logística se evaluó el efecto de la administración de vitamina D.
R E S U L T A D O S:
Se incluyeron en el estudio 249 pacientes; la mayoría presentó adenopatía tuberculosa; en 222/249 casos hubo confirmación microbiológica o patológica del diagnóstico de TB. Se recetó la vitamina D a 57/249 pacientes (23%) y se diagnosticó la reacción paradójica en 37 casos (15%). Los factores de riesgo independientes revelados por el estudio fueron una edad má s temprana, la presencia de bacilos acidorresistentes en una muestra obtenida mediante una técnica cruenta, la enfermedad con localizaciones múltiples, un recuento má s bajo de linfocitos y la administración de vitamina D. C O N C L U S I Ó N: Se formula la hipótesis de que la vitamina D actúa como mediador de la señalización celular de la inmunidad innata proinflamatoria y que, asociada con una gran carga antigénica, puede participar en las reacciones paradójicas durante el tratamiento antituberculoso.
